In this study, we found that ROS1 forms a protein complex with RWD40, RMB1 1 0 6 and RHD1, which are proteins that contain WD40, methyl-DNA binding, and 1 0 7 homeodomain and zinc finger domains, respectively. We show that this novel 1 0 8 protein complex is required for the prevention of DNA hypermethylation at several 1 0 9 genomic regions in Arabidopsis, and that this function is independent of the 1 1 0 IDM-SWR1-H2A.Z pathway. One of these regions is the ROS1 promoter, which 
3
Consistent with its role in controlling the DNA methylation of the ROS1 promoter, 1 1 4
we found that this protein complex negatively regulates the expression of ROS1.
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These results suggest that RWD40, RMB1, and RHD1 proteins control genomic 1 1 6 DNA methylation by regulating ROS1 gene expression and perhaps by targeting 1 1 7 the ROS1 protein. identified multiple RWD40 peptides ( Figure 1D ). Furthermore, we also identified native promoter in the rwd40-1 mutant background (Figures1D and S1B-S1D).
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These results suggest that ROS1 physically interacts with RWD40 in Arabidopsis.
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To investigate whether RWD40 regulates ROS1-dependent active DNA were applied for IP. Affinity purification was performed as previously described Western blotting of gel filtration assays was performed as previously described In brief, the cDNA sequences were cloned into pGADT7-AD or pGBKT7-BD viruses. The infected cells were cultured for 60-72 h at 27°C before collection.
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Collected cell pellets were stored at −80°C before use. Each cell pellet was 
3 5
Microscale thermophoresis (MST) 5 3 6
An MBD domain construct of Arabidopsis thaliana RMB1 (amino acids 135-669) 5 3 7
was cloned into a self-modified pFast-Bac-MBP vector to generate the 5 3 8
His-MBP-tagged target protein. Protein expression was assessed using the 5 3 9
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